Background: The Total Exposure Study was a stratified, multi-center, cross-sectional study designed to estimate levels of biomarkers of tobacco-specific and non-specific exposure and of potential harm in U.S. adult current cigarette smokers (≥one manufactured cigarette per day over the last year) and tobacco product non-users (no smoking or use of any nicotine containing products over the last 5 years). The study was designed and sponsored by a tobacco company and implemented by contract research organizations in [2002][2003]. Multiple analyses of smoking behavior, demographics, and biomarkers were performed. Study data and banked biospecimens were transferred from the sponsor to the Virginia Tobacco and Health Research Repository in 2010, and then to SRI International in 2012, for independent analysis and dissemination.
Conclusions: Total Exposure Study clinical and laboratory assessments and biospecimens comprise a unique resource for cigarette smoke health effects research. The Total Exposure Study Analysis Consortium seeks to perform molecular studies in multiple domains and will share data and analytic results in public repositories and the peer-reviewed literature. Data and banked biospecimens are available for independent or collaborative research.
Background
The Total Exposure Study (TES) was designed by a tobacco company sponsor in the 1990s with the primary objectives of estimating exposure of current U.S. adult cigarette smokers to cigarette smoke constituents and of investigating relationships between FTC tar categories and cigarette smoke exposure. Other objectives included investigating associations of smoking behavior and biomarkers of exposure (BOE), comparing BOE in adult smokers and non-users, and investigating relationships between BOE and biomarkers of potential harm (BOPH) [1] . From 2002 to 2003, internationally-recognized contract research organizations (CROs), under contract to the tobacco company sponsor, collected questionnaire data, clinical data, and biological samples from 3,585 smokers and 1077 non-users at 39 clinical sites in 31 U.S. states and performed clinical chemistry, laboratory and statistical analyses [1] [2] [3] . TES participants were recruited using Institutional Review Board-approved advertisements [1, 2] , with defined inclusion and exclusion criteria (Additional file 1). The study was approved by an Institutional Review Board at each clinical site and conducted in accordance with Good Clinical and Laboratory Practices and principles of the Declaration of Helsinki. Using blood and urine biospecimens and mass spectrometry-based and clinical chemistry-based analyses, the CROs determined levels of BOE and BOPH in smokers and non-users. Additional blood and urine biosamples were collected from consenting subjects for possible future analyses.
The Virginia Tobacco Health Research Repository (VTHRR) was formed in 2010 as a Virginia non-profit, non-stock corporation by authorization of the Virginia BioTechnology Research Partnership Authority Board, a political subdivision of the Commonwealth of Virginia. The VTHRR received TES data and biospecimens as a contribution from the tobacco company sponsor. The mission of the VTHRR is to make the TES data and banked biospecimens available to scientists, research institutions, regulatory agencies and industry for research to increase the scientific knowledge base of the health effects of cigarette smoking [4] .
Under a 2012 Asset Transfer Agreement between the VTHRR and SRI International (SRI), an independent, non-profit research institute incorporated in 1946 in the state of California, TES data and biospecimens were transferred to SRI in 2012. The agreement between SRI and VTHHR provides SRI with complete independence to pursue valid scientific objectives. The principal intended result of any analysis of TES data or biospecimens is the generation of knowledge related to smoking and health that is shared in the scientific peer-reviewed literature and in appropriate databases. SRI will independently maintain, curate, and make both data and biospecimens available to the research community for this purpose.
In order to optimize the validity and utility of the TES data and banked biospecimens to support its full use by the global public health research community, there is a need for thoughtful, objective scientific analysis of the resource. The purpose of this analysis was to review TES data and biospecimens, investigate distributions of selfreported, clinical and laboratory measures of exposure and potential harm (biomarker), and pote`ntial differences in biomarker levels between those participants with banked biospecimens and those without, calculate statistical power for genomic analyses, and perform analyses of plasma and peripheral blood monocyte analytes.
Methods
We obtained ethical approval from the SRI International Human Subjects Committee to conduct these analyses of TES data and biospecimens.
Each study site selected to use either their individual site-specific IRB or a central IRB contracted by the primary clinical and laboratory CRO responsible for the conduct of the study. TES participants were recruited, provided informed consent and were screened in a twovisit, multicenter process as current cigarette smokers, stratified by their regular cigarette's Federal Trade Commission (FTC) tar level (≤2.9, 3.0-6.9, 7.0-12.9, and ≥ 13 mg), and as non-users [1, 2] . Inclusion and exclusion criteria are described in Additional file 1. Participants were paid up to 300 U.S. dollars for completion of all study components. Recruitment sites were distributed in 31 States over four regions [Midwest (19.7 %) , Northeast (13.0 %), South (37.8 %) and West (29.5 %)] and among urban (68.5 %) and non-urban (31.5 %) areas.
All participants provided vital signs (at both visits), medical history and concomitant medication data (at the first visit), and completed a questionnaire survey regarding smoking history and attitudes and preferences regarding smoking (in current smokers), demographics, lifestyle and environmental exposures (at the second visit). Between the first and second visit, smokers collected cigarette butts over a 24-h period and smoking topography information using a portable instrument which measured the number of puffs, the length of puffs and the length of the inter-puff interval. Both smokers and non-users collected their urine over 24-h. At the second visit, lung function tests were performed and blood was collected for processing, biomarker assays and, under a separate consent for future research, for banking.
Four tubes of whole blood [two 10 ml potassium ethylenediaminetetraacetic acid (KEDTA) and two 8.5 ml acid citrate dextrose solution A (ACDA) tubes] were obtained from each participant at the second visit after a minimum 6 h fast and processed for plasma, red blood cells and monocytes [1] . The TES biospecimen aliquots in SRI's possession include approximately: a) 6000 peripheral blood mononuclear cell (PBMC) samples; b) 7000 red blood cell samples; c) 5000 24-h urine samples; and d) 3000 plasma samples. TES biospecimens have been stored at −80°C by the VTHRR and SRI.
We examined TES publications, accessed the University of California San Francisco Legacy Tobacco Documents Library (UCSF LTDL) website [5] TES-related documents to 1) compare with documents we had received from the VTHRR and 2) to learn more about the study design and analysis goals of the TES, and engaged with colleagues regarding the potential value of the TES for tobacco research. We reviewed data collection, sample preservation, and laboratory assay protocols followed by the CROs that conducted the TES. We inspected TES clinical and biospecimen data and labeled biospecimens to confirm that the dataset was deidentified.
We queried the TES clinical data to assess the distribution of participant data among the analysis strata (age, sex, and BMI) among the four smoking categories defined by the smoker's usual cigarette FTC tar level, and among non-users. We evaluated the distributions of analysis strata among all participants, by banked biospecimen availability, and by biospecimen type. We analyzed additional behavioral, demographic, biomarker and tobacco product variable distributions among participants, and compared distributions between participants with and without banked biospecimens.
We constructed logistic regression models predicting the availability of biospecimens in self-identified nonHispanic Black and White smokers using individuals with complete data in three increasingly complex models. Model 1 comprised BMI and demographic covariates, Model 2 added BOE to the covariates in model 1, and Model 3 added BOPH to Model 2. We imputed missing data for each model and repeated analyses with the larger sample sizes. To determine the extent to which random variability was responsible for the ability of the demographic variables and biomarkers to predict biospecimen availability, we randomly permuted the variable indicating the availability of biospecimens and determined a 95 % confidence interval for the percent reduction in the variance of this randomly permuted variable attributable to the covariates.
Plasma biospecimens were randomly selected (women and men, aged 35-49 years, with BMI < 25 kg/m 2 , both current smokers and non-users) and sent to the SRI Clinical Analysis Laboratory (CAL). Six clinical laboratory assays were performed on 47 plasma samples to measure levels of glucose, aspartate and alanine aminotransferases, total bilirubin, albumin, and total cholesterol. We estimated the correlation between SRI CAL plasma and original CRO serum analyte values.
PBMCs randomly selected from TES participants (N = 30,~1 % of participants with available biospecimens) from defined strata [ages 35-49 and with BMI < 25 kg/m 2 ] resulted in a sample that was 37 % female, 70 and 20 % self-identified White and Black, with 67 % current smokers. Initially, we performed DNA extraction from a limited number of pellets using Gentra Puregene reagents (Qiagen). To conserve biospecimen resources, we reviewed several multiple analyte protocols, and selected a protocol for simultaneous DNA and RNA extraction (NORGEN 48700 kit with Proteinase K). We modified lysis buffer amounts by available white blood cell count data and extracted~1X10 6 cells from each lysed pellet. DNA was sent to the Rutgers University Cell and DNA resource for genotyping with the Smokescreen® Array [6] . RNA quality (RNA integrity score, RIN) was analyzed using the Agilent 2100 BioAnalyzer using the Eukaryote Total RNA Nano assay.
Statistical analyses were performed using SAS version 9.2 (Cary, North Carolina) and STATA SE version 12.0 (Stata Corp, College Station, Texas). Except where specified, the alpha used for statistical significance was 0.05. We evaluated power to detect genetic variants for serum cotinine at genome-wide significance using Quanto [7] .
Results

Review of the published TES literature
Scientists employed by the tobacco company sponsor have published analyses in peer-reviewed scientific journals using data from the TES pilot study [8] and the TES main study [2, 3, [9] [10] [11] [12] [13] [14] [15] [16] . Analyses included population estimates of BOE levels for smokers and non-users [2] , estimates of levels of BOPH in smokers and non-users [3] , the relationships between machine-derived tar yields of cigarette products and BOE in smokers [9] , models of BOPH [11] , the impact of menthol-containing cigarettes on selected BOE in White and Black smokers [10] , and the relationships between selected BOE and BOPH in smokers [14] . These scientists have also reported on the relationships between BOE and nicotine dependence [13] and between nicotine and carbon monoxide BOE and other factors, including smoking topographical variables [12] . These authors utilized TES data to examine the relationships between smoking mentholated cigarettes or non-mentholated cigarettes and glucuronide metabolite ratios [15] , and with measures of nicotine dependence [16] . We review Roethig et al. [2] and Frost-Pineda et al. [3] here to introduce TES BOE (Additional file 2: Table S1 ) and BOPH (Additional file 3: Table S2 ).
Roethig et al. published estimates of BOE (Additional file 2: Table S1) in smokers and non-users and, within smokers, within different age, sex, BMI, and self-identified racial strata [2] . Mean levels of BOE were weighted by age, sex and BMI variance estimates from the U.S. Behavioral Risk Factor Surveillance System (BRFSS), an annual telephone-based behavioral survey established in 1984 [17] , to produce weighted estimates of BOE reported and described by Roethig et al. as population estimates [2] . The BRFSS used post-stratification weighting based on United States Census data from the 1980s until 2011 [17] . Lee and Messiah criticized the application of weights extracted from a nationally representative sample to a sample for which inclusion rates at recruitment sites were not known or not reported [18] . In response, Sarkar and Liang noted that the weighted means were similar to or unchanged from unadjusted means [19] . Weighted estimates of tobacco-specific biomarkers [nicotine, cotinine and trans-3′-hydroxycotinine and their glucoronides (nicotine equivalents, NE), serum cotinine, and total 4-(methylnitrosamino)-1-(3-pyridyl)-1-butanol and glucuronide (total NNAL)] suggested that the younger participants (21-34 years) and female participants had the lowest tobacco-specific exposures, and that individuals with BMIs < 25 kg/m 2 compared with individuals with BMIs ≥ 25 kg/m 2 had higher serum cotinine levels and lower total NNAL levels, suggesting reduced cotinine clearance and NNK metabolism in heavier individuals [2] . Significant differences in serum cotinine by BMI similar to those reported in the TES have been previously observed in the National Health and Nutrition Examination Survey [20] . In the TES, self-identified White smokers smoked significantly more cigarettes per day and had greater NE and total NNAL exposure over 24 h, but lower NE and total NNAL exposure per cigarette, and lower serum cotinine exposure, than self-identified Black smokers [2] . It has previously been observed that White smokers smoke more cigarettes per day than Black smokers and that nicotine intake per cigarette measured by serum cotinine is higher in Black smokers than in White smokers [21, 22] , which is related to significantly reduced nicotine clearance in Blacks compared to Whites [23, 24] .
Frost-Pineda et al. [3] reported mean values for 29 BOPH (Additional file 3: Table S2 ) in both smokers and non-users. The BOPH represented various physiological functions: cardiovascular, endothelial, hematologic, inflammation, lipid, hepatic, renal, respiratory, metabolic, and oxidative stress [3] . The effects of multiple BOE [cigarettes per day (CPD), NE, and smoking duration] on the BOPH in current smokers versus non-users were evaluated in two stepwise regression models (model A with CPD and smoking duration, and model B with NE and smoking duration) with age, sex, BMI and selfidentified race as additional independent variables [3] . The three most elevated mean BOPH in current smokers versus non-users were those reflecting oxidative stress, platelet activation and inflammation. The oxidative stress biomarker 8-epi-prostaglandin F 2α exhibited the largest difference between smokers and non-users (+42 %), while BMI and age, and BMI and NE, were the most important correlates in models A and B, respectively. The platelet activation biomarker 11-dehydrothromboxane B 2 exhibited the second largest difference between smokers and nonusers (+29 %), and sex and BMI, and sex and NE were the most important correlates in models A and B, respectively. The inflammation biomarker white blood cell count exhibited the third largest difference between smokers and non-users (+19 %) and BMI and self-identified race were the most important correlates in both models. Overall, BMI and sex were the first and second most common significant correlates reported by Frost-Pineda et al. [3] .
Our search of the UCSF LTDL identified multiple documents we had received from the VTHRR, including: the Amended Final Research Protocol, dated 19 August 2002 , that describes the clinical protocol, laboratory testing and biospecimen banking procedures to be conducted by the primary clinical and laboratory CRO [1] ; the TES Adult Smoker Survey [25] ; and the TES Adult Non-Smoker Survey [26] . We found no differences between the documents we had received from VTHRR and those available on the UCSF LTDL. We also identified summary documents that provided information on the design and analysis goals of the TES, including: a Statement of Work for data management and analysis to be conducted by the primary data analysis CRO dated 30 [29] . Review of these documents enriched our understanding of the design and conduct of the study and confirmed study parameters, e.g., numbers of individuals recruited within design strata. With the assistance of a UCSF Industry Documents Digital Librarian, we identified SAS datasets available in the Philip Morris collection but these refer to an unrelated study [30] .
TES recruitment and analysis strata
The original enrollment goal of the TES [1] was 1000 smokers among four strata defined by FTC tar levels of the smoker's usual cigarette (≤2.9, 3-6.9, 7-12.9, and ≥ 13 mg), and 1000 non-users [1] . The distribution of evaluable subjects in the five categories (504, 953, 1066, and 1062 smokers, and 1077 non-users) was significantly different from the design (Pearson χ 2 4d.f. = 159.9, P < 0.0001). The distribution of participants with clinical data by enrollment strata and by demographic strata is shown in Table 1 .
TES demographics and smoking status
The demographic composition of TES participants with clinical data (N = 4662) was 57.9 % female, with mean (standard deviation, SD) age 42.1 (13.2) years and mean (SD) BMI 27.9 (6.7) kg/m 2 ( Table 2) . Self-identified race distributions were 77.1 % "Caucasian or White", 16.5 % "African American or Black", and four other self-identified race categories comprising 6.5 % of participants. Only a small fraction of TES participants self-identified as Hispanic ethnicity (3.8 % of total participants). Most (76.9 %) TES participants were current smokers with mean (SD) CPD of 16.0 (8.9). Age, self-identified race, and education distributions differed significantly by smoking status (current smokers were significantly more likely to be older, self-identify as Black, and significantly less likely to have a college degree), while sex, BMI, and self-identified ethnicity (Hispanic versus Not Hispanic) did not differ by smoking status.
TES banked biospecimen availability and smoking status
Two-thirds (66 %) of TES participants have banked biospecimens. PBMCs are the most common biospecimen type while urine is the least common (Table 3 ). Among participants with banked biospecimens, and among the four biospecimen types, there are no significant differences in sex, age and BMI proportions, but there are significant differences in smoking status (Table 4 ). Compared to participants with banked PBMC biospecimens, participants with banked urine biospecimens are significantly more likely to be smokers (OR = 1.26, 95 % CI 1.11-1.44, P = 0.0004).
TES demographics
Participants with banked biospecimens are significantly older (age, continuous or categorical), have significantly increased BMI (continuous), and are more likely to selfidentify as White compared to those without (Table 2) . When stratified by ethnicity and race, self-identified non-Hispanic Black participants with banked biospecimens are significantly older and have significantly increased BMI than those without biospecimens [mean (SD) age 40.8 (10.7) vs 38.8 (11.1) years, t = 2.45, P = 0.0144, N = 755; mean (SD) BMI 30.5 (8.0) vs 28.5 (6.9) kg/m 2 , t = 3.58, P = 0.0004, N = 755, data not shown]. Significant differences in age and BMI among all participants and stratified by self-identified ethnicity and race are small (Cohen's d-values = 0.10, 0.09, 0.18 and 0.27, respectively). Smoking duration, CPD (continuous and categorical), and usual cigarette FTC tar level (categorical) are significantly increased in those with banked biospecimens compared to those without, overall, and when stratified by self-identified race (Table 5 ). Significant differences are small; d-values for smoking duration overall, and among self-identified non-Hispanic Blacks and Whites are 0.13, 0.22 and 0.08, respectively, and d-values for CPD among self-identified non-Hispanic smokers, and among self-identified non-Hispanic White smokers, are 0.14 and 0.09, respectively.
TES BOE
Most tobacco-specific (NE, serum cotinine and total NNAL) and non-specific BOE are significantly higher in Non-users of tobacco or nicotine products for the last five years, and throughout the study smokers with banked biospecimens than in smokers without, except for serum cotinine, 4-ABP and MHBMA (Table 6 ). Metabolites of acreolein and 1,3 butadiene are significantly greater in non-users with banked biospecimens than in non-users without. All statistically significant differences in BOE by banked biospecimen availability have small effect sizes, ranging from 0.10 to 0.24. When stratified by self-identified ethnicity and race, more BOE differ significantly by biospecimen availability among non-Hispanic Whites than among non-Hispanic Blacks (Tables 7 and 8 ). The effect sizes of the two BOE differences in self-identified nonHispanic Black smokers are small, and the effect size of the one BOE difference in self-identified non-Hispanic Black non-users is a medium effect size (d = 0.47). Among self-identified non-Hispanic White smokers, NE, total NNAL, carboxyhemoglobin and an acreolin metabolite, and among self-identified non-Hispanic White non-users, a 1,3 butadiene metabolite, exhibit significant differences. All these significant differences are of small effect size.
TES BOPH
The distribution of BOPH by banked biospecimen availability is shown in Table 9 . Six of 29 BOPH measures have nominally significantly higher levels in TES participants with available banked biospecimens versus those without, while the respiratory function measure FVC and hemoglobin remain significantly different after false discovery rate correction (q-values = 0.0128 and 0.0496, respectively) [31] . After excluding individuals with implausible FEV 1 values < 35 % or > 125 % of predicted, as suggested by Frost-Pineda et al. [3] , and then stratifying by self-identified ethnicity and race, and then by smoking status, we observed that self-identified non-Hispanic White smokers with banked biospecimens have significantly increased FVC compared to those without [93.9 (23.2) vs 90.8 (17.9), t = 3.81, P = 0.0001, N = 2584]. The statistically significant increase in % predicted FVC among self-identified non-Hispanic White smokers with available biospecimens is unexpected because multiple BOE are significantly increased in self-identified nonHispanic White smokers with banked biospecimens and lung function is expected to be reduced in individuals with increased measures of exposure. Evidence for the influence of current smoking on longitudinal decline in FEV 1 and FVC suggests that current smoking influences longitudinal FEV 1 decline more than FVC [32] , though this would not explain an increase in FVC. We constructed another regression model including education and household income, but these potential confounders [33] had no effect on the observed differences in FVC (Table 11 ). The mean (SD) predicted probabilities of banked biospecimen availability, in progressively more complex multivariate models without and with imputed data are: Model 1) 0.647 (0.069) and 0.665 (0.060); Model 2) 0.643 (0.077) and 0.668 (0.070); and Model 3) 0.625 (0.102) and 0.669 (0.095). Explanatory power estimates (r 2 ) of the anthropometric, demographic, BOE and BOPH variables in progressively more complex multivariate models with imputed data among self-identified non-Hispanic Black and White smokers to predict banked biospecimen availability are 0.018, 0.024, and 0.037, respectively. In permutation analyses of selfidentified non-Hispanic Black and White smokers with imputed data in Model 3, the mean (95 % confidence interval) r 2 was 0.020 (0.016 -0.023) suggesting that about half of the explanatory power of variables is due to random variability (0.020/0.037 = 0.54). (Table 12 and Fig. 1 ). The lower correlation for blood albumin may be due to the two different matrices, the increased variance of some albumin clinical chemistry analysis methods [34] , or the use of different methods in the clinical analyzers in the two different clinical chemistry laboratories.
Mean (SD) DNA and RNA from~1 M cells was 4.63 (1.63) ug, and 2.10 (0.62) ug, respectively. We sent four DNA samples from Gentra Puregene extraction and 27 DNA samples from NORGEN extraction for Smokescreen Array genotyping at the Rutgers University Infinite Biologics facility. All DNA samples had genotype completion rates ≥ 97.5 % and passed the 97 % rate threshold; the mean genotype completion rate was 99.4 %. Mean (SD) RNA Integrity (RIN) scores from 28 RNA samples analyzed were 6.4 (2.2); 68 % of RIN scores were ≥ 6.0, a standard used in RNA sequence analysis [35] . There were no significant differences in sex, race, smoking status, or total nicotine equivalents between RNA samples with RIN ≥ 6.0 and < 6.0 (all p-values > 0.12). Thus, from PBMC pellets frozen at ultralow temperatures for over a decade, DNA quality and genotyping results were excellent, while RNA quality was good, but requires evaluation using transcriptome-wide methods.
Finally, we assessed statistical power to detect a priori genetic loci of interest from an example of a large-scale (1000 s) candidate gene association scan, and an example from a locus nominated by genome-wide association scans (GWAS), with genome-wide significance (GWS) as the statistical threshold. For self-identified non-Hispanic Black current smokers, we selected rs11187065 as an example, identified in the insulin-degrading enzyme gene as the gene-centric SNP most significantly associated with serum cotinine in the Coronary Artery Risk Development in Young Adults (CARDIA) study by Hamidovic et al. [36] . The influence of rs11187065 on serum cotinine was substantial with a β of −85.1 ng/ml, with mean (SE) of 236.5 (8.1) ng/ml from 365 African American smokers [36] . Mean (SD) CPD in the CARDIA sample was 10.5 (7.4), similar to that of the TES (Table 4) . Using the sample size of self-identified non-Hispanic Black smokers with banked PBMCs in the TES (N = 340), there is 57 % power to detect the locus at genome-wide significance (and 83 % power to detect this locus at the original study's Bonferroni adjustment level of 2.3 × 10
) using an additive model, a one-sided test, the mean (SD) of serum cotinine among self-identified non-Hispanic Black smokers (Table 6 ), the rs11187065 minor allele frequency of 0.083 in the HapMap [37] African Americans in the Southwest sample, and the effect size from Hamidovic et al. For assessing power to detect a priori loci of interest among self-identified non-Hispanic White current smokers, we selected rs1051730 in the nicotinic acetylcholine receptor (nAChR) subunit gene cluster on chromosome 15q25.1, associated with smoking intensity and related phenotypes [38] , including cotinine level [39] 
Discussion
TES research opportunities
TES data and banked biospecimens, together with current biotechnologies, offer opportunities for the tobacco research community to identify behavioral, clinical, environmental and molecular factors that may influence cigarette smoke exposures (susceptibility model) and identify molecular factors that may be modulated by cigarette smoke exposures (response model). In particular, the TES can provide existing BOE and BOPH data from a large sample of generally healthy individuals, as well as banked biospecimens for the generation of novel BOE and BOPH. We will conduct biomarker research in the context of an Analysis Consortium that will enhance the TES by adding novel biomarkers and biomarker analyses to elucidate relationships between cigarette smoke exposures and health effects. We will share data with other collaborations engaged in the analyses and metaanalyses of susceptibility and response models. We will deposit data with the repositories designed for genomewide data per Federal guidance or journal practice and conditional on Human Subjects Committee approval. Specifically, GWAS using TES PBMC DNA may contribute to the elucidation of relationships between germline variation and self-report and laboratory measures of exposures [38, 39] , including genetic loci influencing the non-nicotine tobacco-specific BOE NNAL. Analyses of TES PBMC mitochondrial DNA (mtDNA) via copy number and deletion analysis [40] may enhance knowledge of the factors that influence mtDNA damage [41, 42] . Analysis of PBMC DNA and RNA will provide additional data to examine the effects of cigarette smoking on the PBMC epigenome [43, 44] and transcriptome [45] . Analyses of the plasma and urine proteome [46, 47] and metabolome [48] [49] [50] , may make a contribution to the developing literature of the impact of tobacco and other exposures defining the exposome, an integrated approach to biomarker discovery for exposure and disease paradigms [51] . Validation, integration and extension of these susceptibility and response models can be conducted in independent datasets and in meta-analyses, and may contribute to the development of biomarker panels for diagnostic, prognostic and therapeutic research in tobacco-attributable disease.
There are a number of differences in the landscape of smoking behaviors, tobacco/nicotine products and tobacco control between the time in which the TES was conducted and the present day [52] . These differences include: 1) the prevalence of cigarette use in U.S. adults has declined from 21 to~18 %; 2) the regular use of electronic cigarettes has increased in prevalence from 0 to almost 3 %; 3) the annual spending on advertising of tobacco products in the U.S. has declined from an all-time high of $15.4 billion in 2003 to $9.6 billion in 2012; 4) there has been a substantial increase in restrictions on smoking in public places due to increased recognition of harm associated with exposure to second and third-hand smoke; and 5) the passage in 2009 of the Family Smoking Prevention and Tobacco Control Act which prohibited the use of terms in advertising related to "light" cigarettes and created a regulatory framework by which the FDA can evaluate new tobacco products prior to their marketing to the public. Even with these temporal differences, there are several similarities concerning the cigarettes themselves that are of most relevance to the present investigation of cigarette smoking and its impact on BOE and BOPH. These include: 1) despite various changes in cigarette design over the past 12 years, there is no evidence that any of these have resulted in a "safer" cigarette; 2) the amount of tar and nicotine in cigarettes has remained relatively stable since 1993; 3) the most popular brands of cigarettes smoked (see Table 10 ) remain the same (Marlboro, Camel, and Newport); 4) the effects of exposure to combustible tobacco products both with respect to BOE and BOPH remain the same; and 5) the health consequences of exposure to cigarette smoke (either mainstream or sidestream) including cancer, cardiovascular disease, and respiratory disease remain the same. Since the primary focus of the present investigation is on BOE and BOPH that reside within pathways resulting in negative health outcomes, the TES remains as relevant today as in 2003.
TES biospecimens provide a sample of current smokers powered at GWS to identify the chr15q25.1 nAChR loci associated with BOE (cotinine levels [39, 53, 54] , and NNAL [55] ). These biospecimens may provide data for future meta-analyses of BOE in both European ancestry and African ancestry samples. TES participants who are current smokers, have smoking topography data, BOE and banked biospecimens are suitable subjects for pharmacogenetic or pharmacometabolic research, e.g., to identify drug metabolizing enzyme and transporter gene associations with existing tobacco-specific BOE, or with as yet undetermined metabolic profiles in 24-h urine. TES biospecimens and data can be used to identify or replicate novel susceptibility or response models, especially in collaborative meta-analyses. Such results may be validated in larger datasets focused on the analysis of tobacco exposures, such as the Population Assessment of Tobacco and Health (PATH) study [56] .
Limitations to the resource
The TES was a multi-site, cross-sectional study with collection sites distributed across the U.S. The sample has limited numbers of individuals with self-identified race other than Black or White, and has limited numbers of individuals with self-identified ethnicity of Hispanic. The diversity in geographical collection is an opportunity to evaluate region as a covariate in both cigarette smoke exposure susceptibility and response-to-tobacco models, e.g., comparing BOE by region or state. However, regional diversity also represents a challenge for future analyses due to potential confounding. Some potential confounders can be measured at a molecular level and used as a covariate in analyses, e.g., principal components of population genetic variation [57] can be evaluated by region or by state. TES participants with banked biospecimens exhibit small statistically significant differences in demographics and biomarkers compared to TES participants without banked biospecimens. With respect to differences in demographics, participants with banked biospecimens were significantly older and more likely to self-identify as White. The smaller proportion of Black TES participants with banked biospecimens compared to White TES participants with banked biospecimens is consistent [59] , even though the TES was not a representative population-based survey based on national or local sampling. With respect to differences in exposure, smokers with banked biospecimens had increased NE per 24 h and reduced serum cotinine, consistent with the differences observed in demographic characteristics. Despite these small statistically significant differences in demographics and exposure between TES participants with and without biospecimens, TES participants with banked biospecimens can be selected by specific clinical and laboratory criteria to create defined datasets for molecular analyses.
Use and availability of TES data and biospecimens
The principal intended result of any analysis of the TES is the generation of knowledge related to smoking and health that is shared with the public health community and in the scientific peer-reviewed literature. SRI and the VTHRR agreed on the following principles regarding use of TES data and biospecimens. First, maintain the integrity of the data and samples, i.e., establish infrastructure to track and make the data and biospecimens secure. Second, ensure that potential users of the TES data and/or biospecimens are scientific researchers or organizations focused on the intended analysis goals of the TES, as assessed by education, experience, or by publication track record. Third, include terms in Material Transfer Agreements requiring recipients of data and/or samples to make reasonable efforts to publish the results of studies approved after scientific advisory committee review in the peer-reviewed scientific literature. Under data-sharing guidance for researchers using Federal (e.g., NIH) funds [60] [61] [62] and an Office of Science and Technology Policy memorandum [63] , scientists who generate molecular data, using array-based or highthroughput genomic technologies are obligated to Table 12 Comparison of six circulating analytes in TES participant plasma and serum submit both phenotype and molecular data to qualifying databases. This is the first time that TES data and biospecimens will be made available to independent scientists in any life sciences area. There is a need for careful, objective scientific analysis of the resource. Consistent with the 2012 recommendation of the U.S. Institute of Medicine to incorporate an independent Tobacco Research Governance Entity [64] , SRI has engaged leading experts to form a TES Scientific Advisory Board. This board will provide oversight, review and adjudication of research applications to use the TES data and biorepository resources.
Due to the large size of the TES research resource and the possibilities for integrative analyses, we emphasize our interest in collaborating with individual or groups of investigators, institutions and/or sponsors. Analysis of multiple domains of molecular signatures from TES biospecimens will elucidate the contribution of the genome to exposure susceptibility and the subsequent response of multiple -omic domains to cigarette smoke exposure. Investigators interested in collaborative or independent investigations using the TES data and biospecimens are encouraged to contact the SRI authors.
Conclusions
The TES research resource represents a sample of 4662 current cigarette smokers and tobacco product and nicotine non-users and includes: behavioral and demographic data; cigarette product characteristics; self-reported clinical data and laboratory-based BOE and BOPH; and banked biospecimens suitable for molecular analyses from >3000 participants. We identified small but statistically significantly greater self-reported measures of cigarette consumption and NE in participants who had consented to contribute biospecimens for banking and future analysis, primarily in self-identified non-Hispanic White smokers, compared to those not contributing biospecimens. The sample of TES participants with biospecimens is statistically powered to provide information on existing susceptibility biomarkers in self-identified Blacks and in self-identified Whites, and represents a well-powered resource to identify novel biomarkers of susceptibility and response to cigarette smoke exposures. The TESAC will seek support to enable research efforts to generate and contribute -omic data to research consortia and to public databases, and findings to the peer-reviewed literature. Such findings will contribute to the understanding of the relationship between cigarette smoke exposures and attributable disease. Competing interests AWB, RK and HSJ disclose employment at SRI as a financial competing interest. SRI is financing the cost of the article-processing charge. GES declares employment at SRI within the last 5 years as a financial competing interest. MDL declares no competing interests in the data reported in this communication. JWB discloses employment at BioRealm LLC as a financial competing interest. XC declares no competing interests. LM and BZ were previously employed by the tobacco company sponsor of the TES and involved in aspects of the original study execution and analysis.
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